Supplementary Information

A1 Cross Species Amplification of Microsatellites
Approximately 20 mg of silica-dried leaf tissue was ground to a powder in liquid nitrogen following which total DNA was extracted using DNeasy MiniPlant kits (QIAGEN Pty Ltd Doncaster, Vic) according to the manufacturer's instructions. The concentrations of the resulting DNA were measured with a Qubit fluorometer (Invitrogen) and ranged from 4ng/L to 42ng/L.
A2 Primer Screening
Thirty four of the primer pairs developed for M. alternifolia by Rossetto et al. (1999a) were tested to determine if they would prime amplification of DNA from M.
deanei. For this part of the study, DNA from three sites (Table A1) Amplicons were separated in 2% agarose gels, visualised using ethidium bromide (1 g/mL) or GelRed (Biotium) (0.5 g/mL) with their size determined by inclusion of a lane containing a 100 bp ladder (BioLine Hyperladder V BIO-33031). The gels were made with electrophoresis running buffer (1 × TBE), and electrophoresis occurred at room temperature at 90 V. Gels were photographed under UV light and a GelDoc (BioRad). (Fig. A1 ).
A4 Development of the Multiplex Panels
Primers that amplified clear, reproducible bands in singleplex at similar optimal annealing temperatures and with size differences of at least 60 base pairs and variation (polymorphism) among the three test sites were then identified and trialled in true multiplex reactions (single reaction PCR with two primers and a single fluorescent colour tag amplified in the same reaction). Some alterations of Taq and primer concentrations and annealing temperatures were again required per general guidelines available in Henegariu et al. (1997) . Pseudomultiplexing was also employed where the products of four true multiplex amplifications each utilising a different coloured fluorescent tag were combined into a single sample for fragment analysis (terms sensu Guichoux et al. 2011 ).
Additional, fluorescently-labelled, M13 ( Amplifications were deemed to be successful if they produced clear products within 100 bp of the corresponding fragment from M. alternifolia (Rossetto et al. 2000) and displayed a typical microsatellite profile. Samples were run at least three times with each primer combination using DNA from the three different sites (Table A1) to check the reproducibility of peaks.
A number of serial dilutions were prepared initially and assayed to obtain optimal sample dilution for fluorescent signal between 200 and 6000 rfu (reference fluorescent units or the y axis on the electropherogram) (Prince 2015) .
A5 Scoring Microsatellites
PCR products were visualised using GeneMapper Version 5 (2012 Life Technologies), one of the most popular and reliable software packages for fragment analysis (Prince 2015) . Microsatellite peaks were identified from baseline background noise using a minimal allele intensity (minimum peak height) cut-off of 400 rfu and sized by comparing their electrophoretic migrations with fragments in the LIZ size standard (Fig.   A2 ). Heterozygotes were called where the intensity of the second peak (y axis height) exceeded 50% of the first. True allele size calls were recorded using decimal numbers and then binned, i.e., converted from real value DNA fragment sizes to discrete units (bin width = 1.2) with an integer label assigned. Manual binning of allele sizes within a small range of raw fragment lengths is routinely employed to reduce errors in allele calling that result from differences in allele mobility under differing temperatures or separation matrices when samples are run on different days (Amos et al. 2007) . Microsatellite shape and stutter bands were helpful in distinguishing true alleles from artefacts (See Guichoux et al. 2011) . (Table A2) as they are genetically uninformative. Amplicon size ranges were similar to those allele sizes found in the species for which the primers were originally developed (Table A3) .
A6 Cross Species Amplification of Microsatellites
Interestingly, SSR marker 071, which was reported monomorphic by Rossetto in M.
alternifolia, was found to be polymorphic and useful in M. deanei. In all cases, better results were obtained at annealing temperatures 4-10°C higher than those published by Rossetto et al. (1999a) for PCR with M. alternifolia, the species for which these primers were originally developed. The lower temperatures initially trialled with M. deanei resulted in multiple bands on agarose gels indicating amplification of non-specific DNA fragments and typical of PCR in which annealing temperatures are too low (Rychlik et al. 1990 ). Fig. A1 . Simplex PCR of primer pairs, 071 and 078 on agarose gel. The forward primer of each has an M13 tail is FAM-labelled, tested using DNA from M. alternifolia as a positive control in lanes 1 and 7, from three M. deanei sites in lanes 2-4 and 8-10 and non-template (water) negative controls in lanes 6 and 11. A further eleven of the 23 primers that were selected in simplex trials were screened out owing to a failure to incorporate the M13 tail and fluorescent tagging; inconsistency or unreliability in multiplex trials or size similarity of amplicons meant they could not be efficiently included in two panels (Table A2) . This left 12 markers in 2 multiplex panels (Table A3) .
By careful screening and extensive trials, a suitable primer set and two multiplex panels of microsatellite markers that were originally developed for M. alternifolia were established for M. deanei during this study. Null alleles and non-amplifications resulted in two of these loci being discarded from the final marker set for all site comparisons. The null alleles and non-amplifications may have resulted from polymorphisms in the annealing regions as variation or mutation in the nucleotide sequence of microsatellite flanking regions may prevent primers from binding to template DNA during amplification.
This is more likely in species that have diverged from the population from which the primers were designed. Other causes include technical problems with the amplification, such as the preferential amplification of short alleles due to inconsistent DNA template quality or quantity or slippage during the PCR amplification (Chapuis & Estoup 2006) . Rossetto et al. (1999a) assayed five of these microsatellite loci in M. alternifolia across its distributional range and reported an average of 19.6 alleles per loci with a range from 7-31. I obtained a narrower range from a subset of these microsatellites in M. deanei of 3-14 alleles or an average of 7.7 alleles per locus. Consistent with Rossetto et al (1999b) I also detected greater numbers of alleles in the dimer dinucleotide repeat loci than the trimers (Table 3) . 
